Supplementary material and methods

Mass Spectrometry analysis
For sample preparation, gel bands were destained, dehydrated and digested with trypsin (Promega) and tryptic peptides extracted and cleaned up as previously described (38) .
Peptide mixes were analysed using LTQ-Orbitrap Velos mass spectrometer (Thermo Fisher Scientific) coupled to an EasyLC (Thermo Fisher Scientific). Peptides were loaded directly onto the analytical column (flow rate of 1.5-2 μl/min) and separated by reversed-phase chromatography using a 12 cm column (inner diameter of 75 μm) packed with 5 μm C18 particles (Nikkyo Technos Co.) .
The mass spectrometer was operated in positive ionization mode with nanospray voltage set at 2.2 kV and source temperature at 250°C. Ultramark 1621 for the FT mass analyser was used for external calibration prior the analyses. Internal calibration was performed using background polysiloxane ion signal at m/z 445.1200. The instrument was operated in DDA mode and full MS scans with one micro scan at resolution of 60,000 over a mass range of m/z 250-2,000 with detection in the Orbitrap. Auto gain control (AGC) was set to 1e6, dynamic exclusion (60s) and the charge state filter disqualifying singly charged peptides was activated.
Following each survey scan the top twenty most intense ions with multiple charged ions above a threshold ion count of 5,000 were selected for fragmentation at normalized collision energy of 35%. Fragment ion spectra produced via collision-induced dissociation (CID) were acquired in the linear ion trap, AGC was set to 5e4, isolation window of 2.0 m/z, activation time of 0.1 ms and maximum injection time of 100 ms was used. All data were acquired with Xcalibur software v2.2.
Data Analysis was performed using Proteome Discoverer software suite (v1.3.0.339, Thermo Fisher Scientific) and the Mascot search engine (v2.3, Matrix Science (39) for peptide identification, as previously described (40). A precursor ion mass tolerance of 7 ppm at the MS1 level was used, and up to three miscleavages for trypsin were allowed. The fragment ion mass tolerance was set to 0.5 Da. Ubiquitination (glycine-glycine) at lysines was defined as variable modification. Carbamidomethylation on cysteines was set as a fixed modification. The identified peptides were filtered using a Mascot Ion Score of 20.
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